BIAcore analysis with a biopterin (BP)-bound sensor chip could be a powerful tool for the search of pterin-binding proteins. Although preparation of the sensor chip is crucial, a conventional amine coupling procedure is not applicable for the ligand such as BP that has no primary amino group. In this study, we describe the method to introduce the primary amino group onto BP molecule efficiently.
Introduction
Euglena gracilis, a unicellular 
Materials and Methods
The reagents used were biopterin (BP), 
MS and MS/MS analysis
MS and MS/MS analyses were performed using a Q-TOF mass spectrometer (Waters Co. Milford, USA). The sample was diluted in two-fold with 0.1% HCOOH and applied to the MS spectrometer with a syringe pump. after the second step reaction. Figure 2a indicates that BP is eluted at 6 min, Figure 2b shows the appearance of several inseparable synthesized as the peak 1 and peak 3 by our described method. We obtained a stable Coupling of the activated BP to the primary amino group in the second step reaction was expected to proceed rapidly at high pH. We compared the reaction efficiency at pH 8 and pH 10 (Fig 4) . There were no significant changes in the peak of the activated complex whereas the product peaks were barely detected at pH 8 (a). At pH 10, on the other hand, the peak of the activated complex decreased rapidly as the product peaks (peaks 1 and 3) grew, and the byproduct peak (peak 2 in Figure 2 Communicated by Ohnishi Masatake
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